times) and DMF (5 times). For FITC labeling, the resin was treated with a mixture of FITC (5.0 equiv according to initial loading of the resin) and DIPEA (10.0 equiv) dissolved in DMF in dark overnight. After that, peptides were cleaved from the resin with a mixture of TFA/H2O/EDT/TIS (94:2.5:2.5:1) for 2 hours and concentrated under a stream of nitrogen. The crude peptides were then precipitated with Hexane/Et2O (1:1 in volume) at -20°C, isolated by centrifugation then dissolved in water/acetonitrile, purified by HPLC and analyzed by LC-MS. Analytical data are shown in Supporting Table S1 . FITC labeled peptides were quantified by absorbance of 494nm with an extinction coefficient of 77,000 M -1 cm -1
.
Experimental section
1. Representative synthetic scheme of conformationally constrained A1 and B1.
SPPS was performed by standard protocol mentioned in general information. The allyl ester and allyl carbamate protection groups were removed using Pd(PPh3)4 (0.1 equiv) and N,Ndimethylbarbituric acid (4.0 equiv), in DCM for 2 hours × 2. Macrolactamization was performed on the resin using PyBOP/HOBt/NMM (2.0 : 2.0 : 2.5) in DMF. After FITC labeling and cleavage from the resin, crude peptides were purified by RP-HPLC mentioned above with a linear gradient of 5 to 60% acetonitrile in 40 min.
Circular Dichroism Spectroscopy (CD)
CD spectra were obtained using a Chirascan Plus Circular Dichroism Spectrometer at 20 ˚C.
Peptides were dissolved in 10 mM sodium phosphate buffer (pH 7.4) at concentrations of 50 µM.
Parameters used in the experiment are as followed 
Confocal Microscopy Imaging
Hela Cells were seeded on the coverslips and then incubated with 5μM FITC-labeled peptides for 3 hours. After that, peptide containing media was removed followed by washing with phosphate buffered saline (PBS). Then the cells were fixed with 4% paraformaldehyde for 15 min. Nuclei were stained with 4',6-diamidino-2-phenylindole (DAPI) for 5 min then washed with PBS. The coverslips were mounted onto slides and visualized by confocal laser scanning microscope.
Live Cell Confocal Microscopy Monitoring of Protein Conjugate Internalization
HEK293T Cells were seeded on the Glass Bottom Cell Culture Dish (Nest, Φ 15mm).
Commercially available FITC labelled avidin was purchased from the invitrogen (Lot: 43-4311).
For the preparation of peptide-avidin complex, FITC labelled avidin was pre-incubated with equal molar biotinylated peptides at 37 o C for 30 min to form peptide-avidin complex through biotinavidin interactions. After that, the mixture was added to the dish and visualized by confocal laser scanning microscope for real time monitoring.
Cell viability
Hela cells were seeded in 96-well plates with 5000 cells per well and incubated under 37℃ for 12
h. After that, cell media was removed followed by adding 20μM of peptides to the 96-well plates and incubate for 24h. Then the media was replaced by CCK8 reagent (Solarbio, Lot: CA1210) and incubated for another 1h. The absorbance was scanned by a microplate reader (Perkin Elmer, Envision, 2104 Multilabel Reader). Wavelength, 450nm.
Calculation of Hydrophobic moment (HM)
In this work, we calculated HM of these stapled peptides based on both their primary sequences and modeled 3D structures [1] [2] [3] .
Based on the primary sequence
In this method, the helix peptide will be projected onto the plane perpendicular to the helix axis, namely represented by the helical wheels. Then, the following equation is applied to calculate HM:
In which N is the number of residues in the peptide, is the hydrophobicity of ith residue defined in Eisenberg's work [3] . Two adjacent residues differ by 100 degree in the plane perpendicular to the helix axis, namely, = 100°. Similarly, we could project the beta-hairpin peptides onto the plane perpendicular to the hairpin axis and calculate HM. For typical beta strand structures, two residues differ by 160° ~ 180°.
Based on 3D structures
a. Definition I
In which N is the number of residues in the peptide, is the hydrophobicity of ith residue, ⃗⃗ is the unit vector from the atom to the mass centre of the side chain of the ith residue.
b. Definition II
In which ⃗ ⃗ is a vector from the mass center of the peptide to the mass center of the side chain of ith residue. 400  500  600  700  800  900  1000  1100  1200  1300  1400  1500  1600  1700  1800  1900  m/z 
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